ABSTRACT The inner membrane complex (IMC) of Toxoplasma gondii is a peripheral membrane system that is composed of flattened alveolar sacs that underlie the plasma membrane, coupled to a supporting cytoskeletal network. The IMC plays important roles in parasite replication, motility, and host cell invasion. Despite these central roles in the biology of the parasite, the proteins that constitute the IMC are largely unknown. In this study, we have adapted a technique named proximity-dependent biotin identification (BioID) for use in T. gondii to identify novel components of the IMC. Using IMC proteins in both the alveoli and the cytoskeletal network as bait, we have uncovered a total of 19 new IMC proteins in both of these suborganellar compartments, two of which we functionally evaluate by gene knockout. Importantly, labeling of IMC proteins using this approach has revealed a group of proteins that localize to the sutures of the alveolar sacs that have been seen in their entirety in Toxoplasma species only by freeze fracture electron microscopy. Collectively, our study greatly expands the repertoire of known proteins in the IMC and experimentally validates BioID as a strategy for discovering novel constituents of specific cellular compartments of T. gondii.
appears at the onset of bud formation, and replicated organelles are packaged within this compartment as the buds elongate. The daughter buds complete their maturation by adopting the maternal plasma membrane.
Despite the crucial roles of the IMC, the protein composition of this cellular compartment is still largely unknown. The majority of IMC proteins that have been identified to date belong to a family of articulin-like proteins called alveolins, which are characterized by conserved repeat motifs flanked by variable sequences (12, 13) . These proteins are one of the distinguishing hallmarks of the Alveolata infrakingdom that includes apicomplexans, dinoflagellates, and ciliates. In apicomplexans, the alveolins form part of the cytoskeletal network that provides structural stability to the IMC (8) .
Even fewer proteins have been localized to the alveolar subcompartment of the IMC. Some of these include components of the parasite actin-myosin motor, such as Gap40, Gap45, and Gap50, which form a complex that recruits the myosin machinery, including MyoA and MLC1, to the IMC (14) (15) (16) . Another subset of proteins in the membrane sacs is the IMC subcompartment proteins (ISP1, -2, -3, and -4), which are tethered to the membrane bilayers via posttranslational acylations (17, 18) . In T. gondii, each ISP localizes to distinct subcompartments of the IMC, which may be delineated by specific subsets of alveoli (17, 18) . For example, ISP1 is found exclusively in the apical cap, while ISP2 and -4 are present in the center of the IMC but not the cap or base of the parasite. ISP3, on the other hand, localizes to the center and the base of the IMC. Although their precise functions are unknown, the ISPs appear to be involved in daughter bud formation, as disruption of ISP2 leads to a dysregulation of endodyogeny (17) .
The paucity of characterized IMC proteins led us to identify new protein constituents of this organelle. We utilized a technique named BioID that has been developed to uncover novel proteins and elucidate complex networks of protein-protein interactions (19) . The BioID approach relies on the proximity-dependent biotinylation of interacting partners and proximal proteins by a promiscuous biotin ligase, BirA*, that is fused to the protein of interest. BirA* contains a mutation that abolishes substrate specificity, allowing it to label proteins interacting with or proximal to the ligase-target protein fusion within its native environment. The biotinylated partners or near neighbors can then be affinity purified for identification by mass spectrometry. The method has proved particularly valuable for cytoskeletal or membrane-bound bait proteins, which are solubilized only under harsh detergent conditions that often disrupt protein-protein interactions in standard immunoprecipitation assays. A further advantage of BioID is the ability to capture transient or weak interactions that could be missed by other techniques. This approach has been successfully used to uncover new components of the nuclear lamina, nuclear pore, and centrioles in mammalian cells, as well as novel bilobe proteins in Trypanosoma brucei (19) (20) (21) (22) .
We adapted the BioID technique for T. gondii and, as a proof of principle, used the IMC membrane protein ISP3 as bait to identify novel IMC proteins. We demonstrate that the ISP3-BirA* fusion localizes properly to the IMC, is catalytically active, and labels previously described IMC proteins as well as novel targets. A number of these targets were verified by epitope tagging, thereby validating our approach. We further characterized two of these proteins by gene disruption and show that one of them appears to be essential in Toxoplasma. To evaluate labeling in a different suborganellar compartment of the IMC, we then applied the BioID approach to a novel IMC cytoskeletal network protein that is restricted to the apical cap. An array of known and novel targets was again identified, of which a selection of new targets were verified by localization. Of particular interest, we uncovered a group of proteins that localize to the transverse and longitudinal sutures of the rectangular alveolar plates and demonstrate that these novel constituents associate with both the membrane and cytoskeletal elements of the IMC. Together, these studies establish a methodology for identifying novel proteins in Toxoplasma subcellular compartments, substantially increase the repertoire of known IMC proteins, and provide a foundation for evaluating proteinprotein interactions in the IMC.
RESULTS

ISP3
-BirA* biotinylates proteins in the IMC. To identify novel IMC components by BioID, we generated a construct containing ISP3 fused to BirA* with a C-terminal hemagglutinin (HA) tag, driven from the ISP3 promoter (Fig. 1A) . The ISP3-BirA* fusion was integrated into the genome of RH⌬hpt (parental) parasites, and localization of the fusion was assessed by immunofluorescence assay (IFA). As expected, we observed staining in the central and posterior subcompartments of the IMC but not in the apical cap (Fig. 1B) , a pattern consistent with endogenous ISP3 (17) . Correct IMC localization was confirmed by colocalization with IMC3 (see Fig. S1A in the supplemental material).
To determine if ISP3-BirA* could label proximal proteins in the IMC, we grew parasites in medium supplemented with biotin and stained for biotinylated proteins using fluorophoreconjugated streptavidin. Wild-type T. gondii parasites have endogenously biotinylated proteins in the apicoplast (and to a lesser degree in the mitochondria) that are labeled by streptavidin, thus representing the substantial background of this method in Toxoplasma compared with other cell types (Fig. 1B, top) (23) . In ISP3-BirA*-expressing parasites, we also detected robust streptavidin staining in the periphery that colocalized with ISP3-BirA*, indicating that the biotin ligase fusion was active and labeled proteins in the IMC (Fig. 1B, middle) . Surprisingly, while ISP3-BirA* was enriched in daughter buds during endodyogeny (see Fig. S1A ), lower but detectable amounts of biotinylation were seen in daughter buds (Fig. 1B, bottom) .
We then assessed the labeling of T. gondii proteins by ISP3-BirA* in whole-cell lysates by Western blotting with a streptavidin-horseradish peroxidase (HRP) probe. Although background biotinylated proteins were detectable in parental lysates when the blot was overexposed (see Fig. S1B ), there was a significant increase in biotinylated proteins in lysates of ISP3-BirA* parasites, and only when biotin was present in the growth medium (Fig. 1C) . These labeled proteins were unique to ISP3-BirA* parasites and did not appear to correspond to background proteins from the parental line. Collectively, these data demonstrate that ISP3-BirA* is active and biotinylates proteins at the parasite periphery.
Identification of novel IMC proteins by BioID. To identify targets labeled by ISP3-BirA*, we affinity purified biotinylated proteins from parasite lysates for MuDPIT mass spectrometric analysis. Biotinylated proteins from both parental and ISP3-BirA* lysates were significantly enriched using streptavidin-conjugated magnetic beads ( Fig. 2A) . Proteins identified by mass spectrome-try that were unique to or significantly enriched in ISP3-BirA* samples were scored as hits based on the number of identified spectra and unique peptides (see Table S1 in the supplemental material). The highest-scoring protein in our data set was the ISP3 bait, which is in agreement with previous BioID studies in which the bait-BirA* fusion biotinylated itself and was the top hit (19) (20) (21) (22) . Importantly, some of the highest-scoring hits in our data set included proteins known to associate with IMC membranes: MLC1, GAP45, GAP50, HSP20, Rab11b, and ISP1 (14-17, 24, 25) . In addition, proteins in the IMC cytoskeletal network, such as IMCs 1, 10, and 14, were enriched in our data set (4, 12) . These data indicate that ISP3-BirA* biotinylates proteins in both the membrane sacs and the underlying network of the IMC.
Next, we utilized gene expression data to filter hits from our BioID data set for further investigation (summarized in Table 1 ). IMC proteins are synthesized de novo during endodyogeny, with their gene expression peaking during each round of daughter bud formation at the S and/or M phase (26) . We selected a group of hypothetical proteins with this signature cyclical expression pattern similar to known IMC proteins (see Fig. S2A in the supplemental material) and determined their localization in parasites via epitope tagging at their C termini.
Characterization of novel IMC proteins identified by BioID. Among our ISP3-BirA* hits, we epitope-tagged six proteins that shared the same localization in parasites as ISP3: TgGT1_ 286580 (here referred to as IMC17), TgGT1_295360 (IMC18), TgGT_217510 (IMC19), TgGT1_271930 (IMC20), TgGT1_ 232030 (IMC21), and TgGT1_313380 (Table 1) . One of these proteins, TgGT1_313380, had been independently identified from a purification of the MORN1 basal complex, designated ILP1, and characterized elsewhere (27) . These proteins have no known functions (Table 1) , although IMC17 was annotated as a putative lysophospholipase based on an ␣/␤ hydrolase fold predicted by BLAST analysis (28) . We localized these hits to the central and basal subcompartments of the IMC but not in the apical cap (Fig. 2B) , consistent with proximal biotinylation by ISP3-BirA*. In agreement with the preferential labeling of the maternal IMC by the ISP3-BirA fusion (Fig. 1B, bottom) , IMCs 17/18/20 appear to be deposited onto the maternal IMC after endodyogeny and were not detected in daughter buds (see Fig. S2B in the supplemental material). In contrast, IMCs 19/21 were detected in both the maternal IMC and nascent daughter buds, as shown by colocalization with IMC3 during endodyogeny (see Fig. S2C ).
Next, we used detergent extraction assays to determine whether these IMC proteins are associated with the membrane sacs or the underlying cytoskeleton (Fig. 2C) . Proteins embedded in the IMC network (such as the alveolins) are resistant to extraction by the nonionic detergent Triton X-100, whereas proteins attached to the membrane sacs (such as the ISPs) are solubilized under these conditions (4) . IMCs 18/19/20 were entirely resistant to extraction by Triton X-100, indicating these proteins are anchored into the network of the IMC. IMC17 was partially soluble in these extraction assays, suggesting an association with the underlying cytoskeleton that is not as firm as these other novel IMC proteins or alveolins. In contrast, IMC21 appears to localize to the membrane sacs, as it was solubilized in detergent. This result is supported by the presence of a predicted palmitoylation site (a cysteine residue at position 2) that may mediate tethering to the IMC membranes. The identification of hits from both the membrane sacs and the underlying cytoskeleton indicates that ISP3-BirA* labels proteins in both of these IMC suborganellar compartments.
In addition to these proteins in the central/posterior regions of the IMC, we also localized two proteins to the apical cap of the parasite: TgGT1_311840 and TgGT1_250820. TgGT1_311840 was one of the highest-scoring hits on our data set. TgGT1_ 250820, on the other hand, had a much lower rank but was chosen for analysis based on its IMC-like cyclical expression pattern (see Fig. S2A ). Staining of TgGT1_311840 and TgGT1_250820 overlapped perfectly with that of ISP1 in both mature and dividing parasites ( Fig. 2D and Fig. S2C in the supplemental material, respectively), demonstrating these proteins also localize to the nascent IMC during replication. We subsequently designated TgGT1_ 311840 and TgGT1_250820 as apical cap protein 1 (AC1) and AC2. Consistent with extraction data from other ISP3 BioID hits, we found these two apical cap proteins reside in separate subcompartments of the IMC: AC1 associates with the membrane sacs (consistent with a predicted palmitoylation site at Cys-8), while AC2 is anchored into the cytoskeletal network (Fig. 2E) . Two additional proteins from the ISP3 BioID data set were localized to a unique compartment of the IMC and are discussed below. As expected, not all proteins chosen for endogenous tagging localized to the IMC: three proteins, TgGT1_240570, TgGT1_320740, and TgGT1_232340, stained punctate vesicular structures throughout the parasite (see Table S1 and Fig. S2D in the supplemental material).
Of these new IMC proteins that we localized, we chose to functionally characterize IMC18 and ILP1 by gene disruption using a combinatorial epitope-tagging/Cre-lox strategy (see the approach in Fig. S3A in the supplemental material). This strategy is a modification of the Cre-lox gene excision system previously established for Toxoplasma (29) . We endogenously tagged both the target gene and the upstream gene with an epitope tag followed downstream by an loxP site, thereby flanking the target gene with loxP sites. We performed this genetic engineering in DiCre-ku80:: KillerRed flox YFP parasites that express inducible Cre recombinase and also activate yellow fluorescent protein (YFP) expression upon induction with rapamycin (30) . In both target strains, we observed the loss of the 3ϫ HA-tagged target protein at the IMC as well as concomitant expression of YFP upon induction of Cre activity ( Fig. 3A and C) . Disruption of IMC18 did not have any observable gross effects on parasite morphology, as assessed by IFA (Fig. 3A, bottom) , or parasite growth, as measured by plaque assays (data not shown). In contrast, ⌬ilp1 vacuoles were highly disordered and contained morphologically abnormal parasites that appeared enlarged and/or malformed (Fig. 3C) , defects that were reminiscent of ILP1-overexpressing parasites (27) . In addition, we observed a general mislocalization of organelles, such as mitochondria and apicoplasts, within parasites lacking ILP1 (Fig. 3D ). We were unable to successfully clone an ILP1-null, YFPpositive parasite after repeated rounds of limiting dilution from knockout-positive pools, suggesting ablation of this gene is lethal.
AC2-BirA* biotinylates proteins in the apical cap of T. gondii. We also wanted to explore whether the BioID approach was applicable to the cytoskeletal network of the IMC. We simultaneously chose to focus on proteins in the apical cap, and thus we fused BirA* to the cytoskeletal apical cap protein AC2 (Fig. 4A) . In this case, we engineered the BirA* sequence into a vector for endogenous tagging and integrated it into the AC2 locus by homologous recombination. The resulting AC2-BirA* fusion localized correctly to the apical cap and also labeled proteins in the apex of mature and dividing parasites upon addition of biotin, as detected by streptavidin staining that colocalized with the bait protein (Fig. 4A) .
To identify the proteins labeled by AC2-BirA*, we again purified biotinylated proteins from parasites and analyzed them by MuDPIT mass spectrometry (see Table S2 in the supplemental material). Our top hits were enriched for the alveolins IMC1, -3, -4, -6, -7, -10, -12, -13, and -14 (12) , indicating that AC2-BirA* preferentially labels proteins in the IMC cytoskeletal network. In addition, several IMC proteins prominent in the apical cap, including ISP1, PhIL1, and IMC11, scored highly in our experiment (12, 17, 31) . These hits suggest that the BirA* ligase, when fused to the appropriate bait protein, can be used to selectively biotinylate proteins in specific suborganellar compartments of the parasite.
Identification of cytoskeletal proteins in the apical cap of T. gondii by BioID. To determine if AC2-BirA* labeled novel targets in the apical cap, we localized several hypothetical proteins with IMC-like cyclical expression patterns from our hits (see Fig. S4A in the supplemental material). By endogenous tagging, we identified 5 novel proteins in the apical cap: TgGT1_308860 (designated AC3), TgGT1_214880 (AC4), TgGT1_235380 (AC5), TgGT1_251850 (AC6), and TgGT1_225690 (AC7). All of these proteins colocalized with the apical cap marker ISP1 in both parental and daughter parasites ( Fig. 4B ; see also Fig. S4B ). In addition, we localized 3 proteins from this data set to the central and posterior regions of the IMC: TgGT1_316340 (IMC22), TgGT1_304670 (IMC23), and TgGT1_258470 (IMC24), all of which colocalized with IMC3 (Fig. 4C) . Importantly, we determined using detergent extraction assays that 7 of these 8 proteins reside in the IMC cytoskeleton (see Fig. S5 in the supplemental material), validating BioID as an approach to identify cytoskeletal components in T. gondii parasites. Consistent with our previous BioID experiment, we also tagged two proteins that are not in the IMC: TgGT1_249870 labeled cytoplasmic puncta in the parasite while TgGT1_232130 localized to the subpellicular microtubules (see Table S2 and Fig. S4C ). During the course of these studies, AC5 and TgGT1_232130 were detected by mass spectrometric analysis of immunoprecipitations of the subpellicular microtubuleassociated protein TrxL1, although their localization was not determined (32) . Identification of proteins that localize to the alveolar sutures of the IMC. The IMC alveoli are organized as a patchwork of rectangular plates plus the single cone-shaped plate termed the apical cap (Fig. 5A) . These plates are sutured together by unknown components to form the IMC. Recently, a protein called CBAP/ SIP was identified that appears to label the transverse junctions of the IMC plates, as well as more prominent rings at the apical and basal ends of the parasite (33, 34) . One of the most remarkable findings of our IMC BioID approach was the discovery of three proteins (TgGT1_235340 and TgGT1_219170 from the ISP3 BioID data set and TgGT1_220930 from AC2 BioID) that localize to the precise pattern expected for the IMC sutures. This suture staining pattern labels both longitudinal and transverse structures extending along the center and posterior of the IMC (Fig. 5B) but not the apical cap or subpellicular microtubules (see Fig. S6A in the supplemental material) (32) . This staining agrees well with the approximate number, size, and shape of the IMC plates shown in freeze fracture electron microscopy studies (5) . In independent gene-tagging studies in our lab, we also discovered a fourth IMC suture protein that we also report here (TgGT1_305930). Since TgGT1_235340, TgGT1_219170, TgGT1_220930, and TgGT1_ 305930 are the first markers that delineate the entirety (e.g., both the longitudinal and transverse) of the sutures between the membrane plates, we designated these proteins IMC suture components (ISCs) 1 to 4, respectively.
While ISCs 1, 2, and 4 do not contain any apparent functional domains by BLAST analyses, ISC3 contains similarity to choline transporter-like proteins, which may suggest a role in IMC membrane biogenesis (35) . Each of the ISCs can be detected on the nascent IMC during endodyogeny, although ISC3 is much more prominent in the budding daughters compared to the other ISCs (see Fig. S6B ). ISC3 is also unique in that it contains 8 predicted transmembrane domains that presumably span the alveolar membranes. In agreement with this, ISC3 is released with other IMC membrane proteins upon detergent extraction (see Fig. S6C ). ISC2 is also soluble in these assays, although it lacks predicted transmembrane domains or acylation sites, suggesting indirect attachment to the IMC membranes and/or a loose interaction with the cytoskeleton. Surprisingly, ISCs 1/4 appear to be firmly embedded into the IMC cytoskeleton but also have predicted palmitoylation sites that may tether them to the membranes (Table 1). Taken together, these data indicate that there are both membrane and cytoskeletal components of the IMC sutures.
We further examined the ISCs with superresolution microscopy and in relation to other IMC proteins. We visualized the brighteststaining ISC (ISC3) using both confocal and superresolution (STED) microscopy and found that the longitudinal and transverse IMC su- tures resolved as puncta rather than continuous lines at higher resolutions (Fig. 5C ). We also costained ISC2 with CBAP/SIP, which showed colocalization at the transverse sutures (Fig. 5D) , in agreement with their initial discoveries (33, 34) . Finally, we had previously hypothesized that the posterior boundary of ISP2, which localizes to the central subcompartment of the IMC, is delineated by discrete alveolar plates (17) . To examine this possibility, we colocalized ISP2 with ISC2 and found that the ISP2 subcompartment does indeed terminate at an alveolar junction, as the edges of the ISP2 boundary aligned perfectly with a transverse suture (Fig. 5E ). These data provide support for a model in which the IMC subcompartments are defined by specific subsets of alveoli (17) .
DISCUSSION
The Toxoplasma IMC consists of distinct membrane and cytoskeletal elements that can be problematic for identifying proteinprotein interactions through conventional methods, particularly transient or weaker interactions. In addition, only a small number of IMC proteins (~30) have been identified, and the IMC total protein composition is largely unknown. To circumvent these problems, we adapted the BioID technique for T. gondii and demonstrate that BirA* fusions can biotinylate a robust number of proteins in the IMC. These proteins were identified via MuDPIT despite the inherent background of endogenous biotinylated proteins present in the apicoplast (23) . Determining whether these proteins are bona fide interacting partners or merely proximal proteins will need to be addressed using other approaches, such as coimmunoprecipitations, two-hybrid assays, or split green fluorescent protein (GFP). However, we anticipate that the highestscoring mass spectrometry hits are more likely to represent true binding partners. Additional experimental replicates and reverse BioID experiments with prey proteins will also help to verify interactions and may reveal important interaction networks within the IMC.
We chose the IMC membrane protein ISP3 as bait for the initial BirA* fusion, because ISP3 can be fused to a large tag, such as YFP, and traffic correctly to the IMC (17) . Because ISP3 is inserted into the IMC membranes by coordinated acylations (17), we hypothesized that ISP3-BirA* should label proteins in the alveoli and potentially some in the adjacent IMC cytoskeleton. Indeed, our ISP3 BioID data set contains known and novel proteins from both suborganellar compartments (see Table S1 in the supplemental material). Surprisingly, while the ISP3-BirA* fusion targets properly and is enriched in daughter buds like endogenous ISP3 (17) , its biotinylation activity appears to be mostly confined to the maternal IMC (Fig. 1B, bottom) . This suggests that biotinylation activity of the fusion is altered during endodyogeny or modulated by the surrounding compartment. Alternatively, the lower signal in the nascent IMC could be attributed to the fact that daughter buds have less time to accumulate the biotinylation signal than the maternal IMC. In agreement with this activity, the novel proteins identified by ISP3 BioID are present in, and in some cases restricted to, the maternal IMC. The biotinylation of ISCs by ISP3-BirA* is not surprising, as the sutures appear to be in direct contact with the alveolar membrane sacs. The identification of two new apical cap proteins via ISP3 BioID is less expected but could be attributed to labeling at the junctions between the cap and its neighboring alveolar plates or during early stages of daughter bud formation. It is also clear that ISP3-BirA* does not label the entire subcompartment, as our data set did not include the ISP family members ISP2 and ISP4, whose localizations partially overlap ISP3 in the IMC (17, 18) . We anticipate that the extent of biotinylation by BirA* fusions will be dependent on the activity of the particular bait used as well as its proximity to other proteins. It is also important to note that filtering our hits from both data sets described here based on IMC-like gene expression profiles yielded proteins that do not localize to the IMC. Four of these proteins stained punctate vesicular structures in the parasite and one labeled the subpellicular microtubules (see Table S1 and S2 and Fig. S2D and S4C in the supplemental material). Although they were enriched above background proteins from parental parasites, it is not known whether these five hits represent true interactors/near neighbors of our bait proteins.
To begin functional analyses of these novel IMC proteins, we used a modification of the Cre-lox system developed previously to disrupt the genes encoding IMC18 and ILP1 (29) . This modified system requires that both the target gene and the upstream gene are arranged in the same orientation in the genome and amenable to endogenous tagging, which results in loxP sites flanking the gene of interest (developed by the M. W. White lab; see Fig. S3A in the supplemental material). This approach has the added benefit of localizing the upstream gene product, if it is unknown (see Fig. S3B and D) . ⌬imc18 parasites displayed no apparent phenotype in vitro, although this result should be taken with caution, as significant compensation has recently been reported in other gene knockouts in T. gondii (36) (37) (38) . IMC18 does not appear to have paralogs that are detectable by BLAST analysis (data not shown), but we cannot rule out the possibility of other IMC proteins providing functional redundancy. In contrast, disruption of ILP1 resulted in gross morphological defects ( Fig. 3C and D) and appears to be lethal to the parasite. These data are in agreement with overexpression studies of ILP1 in Toxoplasma, which resulted in aber- rant nuclei and IMC cytoskeletons (27) . Similarly, ablation of the ILP1 homolog in Plasmodium berghei produced enlarged, swollen parasites with microtubule and motility defects (39) . While the ILP1 homolog is not essential in P. berghei, we were unable to obtain a viable T. gondii ⌬ilp1 mutant in spite of extensive rounds of cloning Cre-induced knockout parasites. It is possible that Plasmodium contains compensatory factors and that their homologs in Toxoplasma are either not present or have lost their ability to suffice in the absence of ILP1. While the tagging/knockout approach used here is rapid and inducible with rapamycin only a subset of the genes in our ISP3 BioID data set have the correct gene orientation for this approach. The development of clustered regularly interspaced short palindromic repeat (CRISPR)/Cas9 gene disruption systems in T. gondii will facilitate the functional analysis of large groups of novel genes, such as those identified in this study (40, 41) .
The results from our second BioID experiment with AC2 demonstrate the utility of the technique for exploring cytoskeletal networks in T. gondii and for the targeted enrichment of proteins from specific subcompartments of the parasite. In this case, we observed robust labeling of known and novel cytoskeletal proteins in the IMC, many of which are restricted to the apical cap (see Table S2 ). Interestingly, we found that the 15 novel IMC proteins identified here segregated into two groups of proteins: those that localize to the central and basal subcompartments of the IMC and those that reside in the apical cap (as opposed to IMC1, which stains throughout the IMC). Our results, taken together with other known IMC proteins (12, 17) , suggest that the IMC is a highly compartmentalized organelle containing many compartment-specific proteins. As has been previously described for alveolins (12) , we observed that some apical cap proteins were detected earlier or later in daughter buds relative to ISP1 (e.g., AC1 is visible on buds before ISP1, while AC4 is detected after [summarized in Table 1] ). Analyzing precisely when each of these markers is detected on the nascent IMC will help provide a spatial and temporal understanding of daughter bud formation during endodyogeny.
Perhaps the most intriguing group of proteins uncovered in this study is the ISCs, which appear to specifically label the sutures of the IMC. These proteins localize to both transverse and longitudinal sutures, clearly demarking the rectangular alveolar sacs of the IMC (Fig. 5B) . By labeling the entirety of the sutures, the ISCs support the localization of CBAP/SIP to the transverse sutures and indicate that there are differences in protein composition between transverse and longitudinal sutures (33, 34) . The staining pattern of MAL13P1.228, a P. falciparum-specific IMC protein reported to localize primarily to rectangular transverse sutures in gametocytes, appears to be more reminiscent of CBAP/SIP than the ISCs (6) . Importantly, the ISCs also provide evidence that the IMC subcompartments, delineated by individual ISPs, represent distinct subsets of alveolar plates (17) . Although the precise mechanisms targeting ISPs to their subcompartments are unknown, it is possible that these subsets of alveoli express specific enzymes (such as palmitoyl acyltransferases) or receptors that facilitate proper ISP localization.
Interestingly, the ISCs appear to associate with both the membrane and cytoskeletal elements of the IMC. Of the ISCs identified here, ISC3 most closely fits what might be predicted of a membrane suture protein in that it contains 8 predicted transmembrane domains that are presumably anchored in the alveolar sacs and released upon detergent extraction (see Fig. S6C ). ISC3 is also similar to choline transporter-like proteins, which import choline for the synthesis of phospholipids for cellular membranes (35) . This may suggest a role for ISC3 in choline acquisition for building IMC membranes. In contrast, ISCs 1/4 are embedded in the cytoskeleton and may provide a molecular bridge between the sutured alveolar sacs and the underlying network. ISC2 is released by detergent extraction but lacks apparent transmembrane domains or acylation sites that could tether it to the IMC membranes. It is tempting to speculate that these four ISCs form a complex at the sutures, with ISC2 linking the membrane-bound ISC3 to the ISCs anchored in the cytoskeleton. However, additional studies will be required to elucidate these interactions and determine the function of the ISCs at the sutures. The ISCs also provide new candidate BioID bait proteins that will undoubtedly reveal more constituents of the alveolar sutures and provide clues on how these ISCs interact to form this critical structure within the parasite.
MATERIALS AND METHODS
Toxoplasma and host cell culture. The T. gondii RH⌬hpt, RH⌬ku80⌬hpt, and modified strains were grown on confluent monolayers of human foreskin fibroblast (HFF) host cells in Dulbecco's modified Eagle's medium (DMEM) supplemented with 10% fetal bovine serum, as previously described (42) .
Antibodies. The following previously described primary antibodies were used in immunofluorescence (IFA) or Western blot assays IFA and Western blotting. For IFA, HFFs were grown to confluence on coverslips and infected with T. gondii parasites. After 18 to 36 h, the coverslips were fixed and processed for indirect immunofluorescence as previously described (48) . Primary antibodies were detected by speciesspecific secondary antibodies conjugated to Alexa 594/488/350. The coverslips were mounted in Vectashield (Vector Labs) and viewed with an Axio Imager.Z1 fluorescence microscope (Zeiss) as previously described (17) .
For Western blotting, parasites were lysed in Laemmli sample buffer (50 mM Tris-HCl [pH 6.8], 10% glycerol, 2% SDS, 1% 2-mercaptoethanol, 0.1% bromophenol blue), and lysates were resolved by SDS-PAGE and transferred onto nitrocellulose membranes. Blots were probed with the indicated primary antibodies, followed by secondary antibodies conjugated to horseradish peroxidase (HRP). Target proteins were visualized by chemiluminescence.
Second-copy expression of ISP3-BirA*. To generate the ISP3-BirA* fusion, the BirA* sequence (19) was PCR amplified (P1/P2; see Table S3 in the supplemental material) and inserted into pISP3-HA-HPT in frame (17) , between the 3= end of ISP3 and the HA epitope tag, to generate pISP3-BirA*-HA-HPT. One hundred micrograms of the construct was linearized with HindIII and transfected into RH⌬hpt parasites. The parasites were selected with medium containing 50 g/ml mycophenolic acid-xanthine, cloned by limiting dilution, and screened by Western blotting and IFA against the HA tag. A clone expressing the correct fusion protein was selected and designated ISP3-BirA*.
Epitope tagging of BioID hits. For endogenous tagging of proteins, we used the plasmids p3ϫHA-LIC-DHFR, p3ϫHA-LIC-HPT, or p3ϫHA-LIC-CAT (18) . For this study, we generated pBirA*-3ϫHA-LIC-DHFR by inserting the BirA* sequence into p3ϫHA-LIC-DHFR, in frame between the LIC sites and 3ϫ HA tag. A 3= portion of each gene was PCR amplified using the designated primers (see Table S3 ) and inserted into the respective plasmid using a ligation-independent cloning approach to generate a 3ϫ HA epitope tag fusion prior to the stop codon of each gene. One hundred micrograms of each construct was linearized within the amplicon and transfected into RH⌬ku80⌬hpt parasites. Transgenic parasites were selected in the appropriate drug medium (containing either 1 M pyrimethamine, 50 g/ml mycophenolic acid-xanthine, or 1 M chloramphenicol) and cloned by limiting dilution. Clones that had undergone the intended recombination event were screened by IFA and Western blotting against the 3ϫ HA tag. For Cre-lox knockout experiments, we used the plasmids p3ϫHA-LIC-CAT-loxP and p3ϫMyc-LIC-HPT-loxP (which contain loxP sites downstream of the drug marker; developed by the M. W. White lab, University of South Florida) for endogenously tagging the target gene and its upstream gene, respectively, in DiCre-ku80::KillerRed flox YFP parasites (30) . Cre-mediated gene excision was performed as previously described (29) .
Detergent extractions. Extracellular parasites were washed in phosphate-buffered saline (PBS), pelleted, and lysed in 1 ml of 1% Triton X-100 lysis buffer (50 mM Tris-HCl [pH 7.4], 150 mM NaCl) supplemented with Complete protease inhibitor cocktail (Roche) for 30 min on ice. Lysates were centrifuged for 15 min at 14,000 ϫ g. Equivalent amounts of total, supernatant, and pellet fractions were separated by SDS-PAGE and analyzed by Western blotting.
Affinity capture of biotinylated proteins. HFF monolayers infected with parasites expressing BirA* fusions or the respective parental line were grown in medium containing 150 M biotin for 24 h prior to parasite egress. A total of 150 M of biotin yielded more robust BirA* labeling within the IMC (which was optimal by 24 h [data not shown]) compared to 50 M used previously for mammalian cells (19) . Extracellular parasites were collected, washed in PBS, and lysed in RIPA buffer (50 mM Tris [pH 7.5], 150 mM NaCl, 0.1% SDS, 0.5% sodium deoxycholate, 1% NP-40) supplemented with Complete protease inhibitor cocktail (Roche) for 30 min on ice. Lysates were centrifuged for 15 min at 14,000 ϫ g to pellet insoluble debris and then incubated with PureProteome streptavidin magnetic beads at room temperature for 4 h under gentle agitation. Beads were collected using magnets and washed five times in RIPA buffer, followed by three washes in 8 M urea buffer (50 mM Tris-HCl [pH 7.4], 150 mM NaCl). Ten percent of each sample was boiled in Laemmli sample buffer, and eluted proteins were analyzed by Western blotting by streptavidin-HRP prior to mass spectrometry.
Mass spectrometry of biotinylated proteins. Purified proteins bound to streptavidin beads were reduced, alkylated, and digested by sequential addition of Lys-C and trypsin proteases (49, 50) . The peptide mixture was desalted using C 18 tips and fractionated online using a 75-m inner diameter fritted fused silica capillary column with a 5-m pulled electrospray tip and packed in house with 15 cm of Luna C 18 (2) 3 m reversedphase particles. The gradient was delivered by an easy-nLC 1000 ultrahigh-pressure liquid chromatography (UHPLC) system (Thermo Scientific). Tandem mass spectrometry (MS/MS) spectra were collected on a Q-Exactive mass spectrometer (Thermo Scientific) (51, 52) . Data analysis was performed using the ProLuCID and DTASelect2 implemented in the Integrated Proteomics pipeline IP2 (Integrated Proteomics Applications, Inc., San Diego, CA) (53) (54) (55) . Protein and peptide identifications were filtered using DTASelect and required a minimum of two unique peptides per protein and a peptide-level false-positive rate of less than 5%, as estimated by a decoy database strategy (56) . Normalized spectral abundance factor (NSAF) values were calculated as described (57) .
Immunocytochemistry and confocal and superresolution imaging. Extracellular parasites were fixed, laid onto coverslips, and processed for indirect immunofluorescence as previously described (48) . The coverslips were mounted in ProLong Gold (Molecular Probes) and imaged using a TCS SP5 MP-STED confocal microscope (Leica Microsystems) as described (58) . In brief, the ATTO 647N-labeled parasites were imaged on an avalanche photodiode (APD; PerkinElmer) using an oil immersion objective (HCX PL APO CS ϫ100/1.40-numerical-apterature STED), a 640-nm pulsed diode laser (PicoQuant) for excitation, and a 750-nm pulse (Mai Tai Broadband; Spectra-Physics) for STED depletion.
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